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Abstract Highly fluorescent organic nanoparticles with
size of about 300 nm were prepared by nanosecond laser ab-
lation of micrometer-sized powder of dendronized perylene-
diimide dispersed in water. The nanoparticle colloidal solu-
tion provided a fluorescence quantum yield of 0.58. The ab-
sorption and emission spectral studies demonstrated that the
bulky dendron groups at the side bays of perylenediimide
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chromophore efficiently suppress the interchromophoric in-
teractions in the nanoparticles. Fluorescence measurement
on several single nanoparticles underlines that the prepared
nanoparticles are bright and photo-stable enough to be a use-
ful probe for single particle fluorescence investigation.
PACS 52.38.Mf · 61.46.Hk · 87.64.Kv
1 Introduction
Luminescent nanoparticles composed of organic molecules
have attracted considerable interest since they show size-
dependent fluorescent properties different from bulk solid
samples [1–6]. In recent years, they have been investi-
gated for various potential applications, such as biologi-
cal labels [7, 8], chemical sensors [9, 10], and light emit-
ting diodes [11]. In comparison with molecules, organic
nanoparticles are expected to show high photostability and
efficient fluorescence in various media. These are essentially
important in fluorescent labeling applications, such as flu-
orescence bioimaging and single molecular spectroscopy.
For example, single molecules of most commercial dyes un-
dergo photo-bleaching in a few milliseconds under typical
excitation conditions using a laser fluorescence microscope.
On the contrary, because large numbers of chromophores
are incorporated, single nanoparticles show bright fluores-
cence even at a low excitation power, do not undergo rapid
photo-bleaching and give less emission blinking and off
states which are generally observed in single molecule ex-
periment [12].
Recently, we have succeeded in preparing various or-
ganic nanoparticles using phthalocyanines, other pigments,
and fullerene by laser ablation of their microcrystals in
water [13–17]. This method is really interesting because
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a suspension of a target bulk material directly converts
into its colloidal solution without any organic solvents.
In this paper, we have extended this method to fluores-
cent organic nanoparticles using a perylenediimide (PDI)
compound. This is one of the most important classes
of fluorescent dyes having a fluorescence quantum yield
near one and a high photostability. However, the fabrica-
tion of highly fluorescent PDI nanoparticles is not sim-
ple, because molecular aggregation leads to a fluorescence
quenching and/or excimer emission due to intermolecu-
lar interactions. PDI nanoparticles were recently prepared
by a reprecipitation method using N,N ′-bis(2,5-di-tert-
butylphenyl)-3,4,9,10-perylenedicarboxyimide and N,N ′-
bis(2,6-dimethylphenyl)-3,4,9,10-perylenedicarboxyimide,
but their emission spectra were characteristic of a strong
intermolecular interaction as an excimer-like emission and
a low fluorescence quantum yield was observed [18, 19].
To suppress this intermolecular interaction, we here used
a bay substituted dendronized PDI (DPDI) [20], where a
bulky dendron group at the PDI chromophore bays should
hinder the electronic interactions among different PDI chro-
mophores. Moreover, bay substituted PDI single molecules
resist photo-bleaching for a few minutes under a common
excitation light through a microscope at excitation power of
a kW/cm2 order [21, 22]. With our laser ablation by 532 nm
nanosecond laser irradiation, we prepared for the first time
highly fluorescent PDI nanoparticles dispersed in water. The
absorption and emission spectra confirm that the bulky den-
dron group efficiently suppresses the electronic interactions
among PDI chromophores in the nanoparticles and that the
colloidal solution with nanoparticles exhibits bright fluores-
cence with a quantum yield of 0.58. We also present the re-
sults of single particle fluorescence experiment and demon-
strate that the bay substituted DPDI nanoparticle is consid-
ered to be a useful probe for single particle spectroscopy.
2 Experimental
The synthesis of DPDI has been described previously [20],
and its nanoparticles were prepared by laser ablation in wa-
ter [14, 15]. The powder was added to an aqueous solution
(3 × 10−3 wt%) containing 8 mM of sodium dodecyl sulfate
(Wako), then the suspension was sonicated for 30 minutes.
The mixture (3.0 mL) was put into a 1 cm × 1 cm × 5 cm
quartz cuvette, stirred vigorously with a magnetic stirrer,
and then simultaneously exposed to the second harmonic of
a nanosecond YAG laser (Continuum, Surelite II, 532 nm,
10 Hz, 8 ns FWHM). The spot area was approximately
22 mm2, and the laser intensity was adjusted using a po-
larizer.
The size of nanoparticles was estimated by dynamic
light scattering (DLS) measurement (Ohtsuka-denshi, DLS-
70H). The UV-VIS extinction and emission spectra of
the nanoparticle colloidal solution were measured using a
UV-VIS-NIR scanning spectrophotometer (Shimadzu UV-
3100PC) and a fluorescence spectrophotometer (Hitachi F-
4500), respectively. The scattering spectra were obtained
by measuring the side scattering light with the same fluo-
rescence spectrophotometer, where the excitation and ob-
servation wavelengths are scanned synchronously. Fluores-
cence measurement of single nanoparticles was performed
using DPDI nanoparticles dispersed in a thin polyvinyl al-
cohol (PVA) film. Sample films were prepared by spin-
coating a mixture (1:1) of the nanoparticle colloidal solu-
tion and an aqueous PVA solution (10 wt%, Mw; 88 000,
Wako) on cleaned glass cover slips (Micro-Slide Glass,
MATSUNAMI). The sample was set on an inverted con-
focal scanning fluorescence microscope, and time-resolved
measurements on individual nanoparticles were carried out
using the time-correlated single photon counting (TCSPC)
technique. The excitation pulse at 543 nm (8.18 MHz, 1.2 ps
FWHM) was obtained from the frequency doubled output
of an optical parametric oscillator (GWU) pumped by a
Ti:Sapphire laser (Tsunami, Spectra Physics). The detailed
descriptions of the setup and the data acquisition process
have been published previously [22, 23]. In short, the ex-
citation light was rendered circularly polarized by a Berek
compensator, directed into an inverted microscope (Olym-
pus IX 70) and focused onto the sample through an oil im-
mersion objective (1.3 NA, ×100, Olympus). The fluores-
cence was collected through the same objective and focused
onto an avalanche photodiode (SPCM 15, EG&G). Time-
resolved data were collected with TCSPC card (SPC 630,
Becker & Hickl) operated in first-in-first-out mode.
3 Results and discussion
3.1 Nanoparticles formation
The initial powder sank to the bottom of the cuvette before
the laser irradiation and the supernatant was almost color-
less, which means that DPDI molecules are hardly dissolved
in water. After being exposed to laser pulses at laser flu-
ences above the threshold for 10 min, the suspension shows
a magenta color. The apparent absorption spectra of the su-
pernatants obtained after leaving the solution to settle for
1 hr are shown in Fig. 1a. The spectra at laser fluences
above 30 mJ/cm2 have peaks similar to those of DPDI mole-
cules in acetone, and they exhibit a long wavelength tail due
to scattering. These spectral features are characteristics of
the nanoparticle colloidal solution, as discussed later. The
fluence dependence on the absorbance at the peak around
580 nm in Fig. 1b clearly demonstrates that the nanoparticle
formation requires a high photon density as in the case of
laser ablation of other organic dyes in water. These results
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Fig. 1 (a) Absorption spectra of a suspension of DPDI in water (solid
lines) before the laser irradiation and after 10 minutes laser irradiation
at laser fluences of 20, 30, 70, 100 mJ/cm2, and absorption spectrum
of 0.01 mM acetone solution of DPDI (dashed line). (b) Laser fluence
dependence on the peak absorbance of the supernatant after leaving the
solution to settle for 1 hr
suggest that DPDI is dispersed in water as nanoparticles and
that laser ablation of the micrometer-sized powder is re-
sponsible for the nanoparticle formation in water [13–16].
At higher laser fluences, the colloidal solution of prepared
DPDI nanoparticles was stable, and its absorption spectrum
did not show any significant change even after leaving the
solution to settle for one day.
3.2 Absorption and fluorescence spectra of colloidal
solution
As shown in Fig. 1a, the absorption spectra of the DPDI
nanoparticles colloidal solutions exhibit a red-shifted peak
compared to that of the acetone solution and show a grad-
ual tail in the wavelength region longer than 630 nm. It
should be, however, noted that conventional absorption mea-
surement of colloid samples does not provide an absorption
spectrum of the nanoparticles but an extinction spectrum. In
general, the extinction cross section corresponds to a sum of
optical absorption and scattering cross sections, and the scat-
tering contribution increases with the particle size. There-
fore, it can be considered that the scattering loss is the main
reason of the discrepancy in the absorption spectra between
the nanoparticle colloidal solution and the molecules.
In order to characterize precisely the spectroscopic prop-
erties of DPDI nanoparticles, we prepared the nanoparticles
by the laser irradiation at laser fluence of 60 mJ/cm2 for
50 min and measured the extinction and scattering spectra
of the nanoparticle colloidal solution with a mean size of
Fig. 2 Extinction (a), absorption (b) and scattering (c) spectra
of DPDI nanoparticles colloidal solution after laser irradiation at
60 mJ/cm2 for 50 min. The absorption spectrum was calculated by
subtracting the scattering spectrum from the extinction one after nor-
malizing them at the wavelength of 800 nm
Fig. 3 Normalized absorption and emission spectra at 570 nm excita-
tion wavelength of DPDI nanoparticles colloidal (solid lines) and 2 µM
acetone solution (dashed lines). Each spectrum was normalized at the
peak wavelength
300 nm as determined by DLS. The results are shown in
Fig. 2, where the extinction spectrum is obtained by the con-
ventional absorption measurement, and the absorption spec-
trum is calculated by subtracting the scattering spectrum
from the extinction one after normalizing them at 800 nm,
a wavelength where the nanoparticle shows no absorption.
We can ascribe the tail in the extinction spectrum to the light
scattering of the nanoparticles. Furthermore, the obtained
“true” absorption spectrum of the nanoparticles shows that
absorption maxima coincide with those of the molecules dis-
solve in acetone as shown in Fig. 3. This means that the in-
termolecular interactions among PDI chromophores are very
weak in the nanoparticles.
The very weak interchromophoric interaction is also con-
firmed by the fluorescence measurements. Figure 3 demon-
strates that the fluorescence spectrum of the nanoparticle
8 R. Yasukuni et al.
Fig. 4 (a) Fluorescence image
of DPDI nanoparticles dispersed
in a PVA film at 540 nm
excitation wavelength.
(b) Normalized fluorescence
decay curves of three different
DPDI single nanoparticles in
PVA (solid lines) and a single
DPDI molecule in PMMA (dash
line) at 543 nm excitation
wavelength
colloidal solution is similar to that of the acetone solution
and does not give an excimer emission band. The fluores-
cence peak energy is lower by 100 cm−1 than that of the
molecular solution. However, this will be mainly due to re-
absorption of fluorescence by other chromophores in the
same nanoparticle as the absorption and emission spectra
overlap each other near the peak of the emission. The fluo-
rescence quantum yield of the nanoparticles was estimated
to be 0.58 by comparing the fluorescence intensity of the di-
luted colloidal solution to that of the acetone solution and
by assuming that the quantum yield of the acetone solution
equals one [20]. Although the obtained quantum yield of the
nanoparticles is high, it is still smaller than unity suggesting
that nonradiative deactivation channels of the excited single
state, such as quenching at the surface or by impurities or
packing defects, should be considered.
3.3 Single particle fluorescence measurement
Figure 4a is a typical fluorescence image of a nanoparticles-
doped PVA film under a conventional fluorescent micro-
scope at 540 nm excitation wavelength. This image shows
quite a big scatter in the intensity of fluorescence spots,
which is due to a large distribution in the particle size. Us-
ing this sample film, the spectroscopic investigation of sin-
gle nanoparticles was achieved with a scanning confocal flu-
orescence microscope. 48 fluorescence spots with the size
about 300 nm (the lateral resolution limited by the light
diffraction) were selected, and the fluorescence decay of
their emission was measured by the time-correlation sin-
gle photon counting technique. As the size corresponds to
the DLS’s one, each spot can be considered to be the fluo-
rescence from an individual single nanoparticle. Figure 4b
demonstrates the decay profiles for three single nanoparti-
cles as representative examples and that of a single DPDI
molecule. The fluorescence decay of single molecules in a
PMMA film could be fitted by a mono-exponential function,
and the fluorescence decay time was about 5 ns. On the con-
trary, fluorescence decay profiles of the single nanoparticles
differ from particle to particle, and most of them contain at
least two exponential components. The shorter decay time
component indicates fluorescence quenching in the nanopar-
ticles. More detailed analysis on the single particle spectro-
scopic data is now under progress and will be reported else-
where.
It is notable that the excitation intensity for observing
nanoparticles was much lower than that for single mole-
cule detection, ∼10 W/cm2 and 1 kW/cm2 at the sample,
respectively, in order to collect the same number of fluores-
cence photons (about 30 000 counts/s). Thus, even by using
only a few tens of W/cm2 for the excitation intensity, the
fluorescence intensity was higher than that of a single mole-
cule. Moreover, many nanoparticles showed less emission-
off states in the time traces of photon count, which sug-
gests that the DPDI nanoparticles can be considered as a
stable photon source. Therefore it can be concluded that the
DPDI nanoparticles prepared by laser ablation in water are
bright and photo-stable enough for single particle fluores-
cence investigation. The size and morphology dependence
of the fluorescence dynamics can be examined by fabricat-
ing nanoparticles with various sizes and different morpholo-
gies by tuning the laser irradiation condition, such as laser
intensity and pulse width [15, 16].
4 Conclusion
We have successfully prepared DPDI nanoparticles by the
laser ablation in water, and demonstrated that the pre-
pared colloidal solution showed a high fluorescence quan-
tum yield of 0.58. The fluorescence and absorption spectra
of the nanoparticles are in good agreement with those of
DPDI molecules in the acetone solution, which means that
electronic interactions between PDI chromophores in the
nanoparticles are very weak due to the bulky dendron group.
A single particle fluorescence experiment by confocal laser
fluorescence microscopy suggested that the DPDI nanopar-
ticles are very useful and applicable to fluorescence imaging
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probes. It was demonstrated that the laser ablation in water
is a very useful technique to fabricate organic nanoparticles
of fluorescent organic materials as well as other various or-
ganic ones.
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